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ABSTRACT

Two simple, selective, linear, precise and accurate reversed phase ion-pair
chromatographic (RP-IPC) methods were developed and validated for rapid assay of
amphotericin B and nystatin in pharmaceutical preparations.

Amphotericin B was determined by the developed RP-IPC method, using a
XTerra C18 column (4.6 mm * 150 mm, Spm). The mobile phase consisted of 0.1 mM
CTAB (50 mM phosphate buffer pH 3: MeOH) (30 : 70 v/v) at flow rate of 1.0 ml min™,
The detection wavelength was 408 nm. The retention times of amphotericin B was 5.5
min. The calibration graph was linear over the ranged of 0.84 — 504.13 pg ml”. The
detection and quantitation limits were found to be 0.25 pug ml” and 0.84 pg ml”,
respectively. The within-day precision were 1.91% — 3.60% for Sample A and 1.95%
— 4.08% for Sample B. The between day precisions were 1.96% — 4.34% for Sample
A and and 1.97% — 4.75%. for Sample B. The method was successfully applied to
the determination of amphotericin B in pharmaceutical products.

Nystatin in pharmaceutical formulations was also determined by the RP-IPC

method. The mobile phase was 0.05 mM CTAB (50 mM phosphate buffer pH 4 :



MeOH) (35 : 65 v/v) with flow rate of 1.0 ml min"'. A Xbridge C18 column (4.6 mm
x 150 mm, 5.0 um) at 25 °C was used as stationary phase and UV detection at 305
nm. Response was linearly dependent on concentration between 1.4 — 1,000 pg ml™
with a limit of detection of 0.4 ug ml™. The retention time was 7.4 min. The relative
standard deviations of within-day precision were 1.69% — 2.39% for Sample G and
1.47% — 5.63% for Sample T. The between day precision at three known concentration
levels for three days were 2.49% — 3.71% for Sample G and 2.11% — 5.08% for
Sample T. The recoveries were greater than 90% of both samples. This method was
applied to the determination of nystatin in oral suspension and vaginal tablet dosage
forms. No interference from excipients and degrade product was encountered.

A rapid and simple high performance thin layer chromatographic method
(HPTLC) was also developed for the determination of amphotericin B in the same
samples. The method was performed in the twin trough chamber with MeOH : 2%
acetic acid (98 : 2.5 v/v) as a mobile phase, operated at ambient temperature. The
sample solutions were applied on a HPTLC silica gel 60 Fs4 plate. The spot areas
were quantified by densitometry at 405 nm. Linear calibration curve was obtained
over the range of 42.01 — 336.09 ug ml™ ( r* >0.99). The mean percentage recoveries
of 42.01, 84.02 and 168.04 ug mI" (n = 10) of amphotericin B for Sample A and
Sample B were found to be 98.76%, 97.42%, 99.28% for Sample A and 95.81%,
100.48%, 99.76% for Sample B, respectively. The proposed HPTLC method can be

used for routine analysis of amphotericin B in bulk drug and its formulations.
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